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20f (Amended) An iso^afS)^ polypeptide which is expressed under the control of a 





transcriptional regulatory seiqti|pnce comprising a nucleotide sequence as claimed in 
claim 1 . 

:z 

REMARKS 



Entry and consideration are requested. 

The specification has been amended to include the attached Sequence Listing, 
which is the same as the paper and computer readable copies of the Sequence Listing 
submitted on November 1 , 2001 in the parent application Serial No. 09/171 ,802, with 
the Amendment of the same date. The Amendment of November 1 , 2001 , submitted in 
the parent application Serial No. 09/171,802, has been entered. See, the Advisory 
Action dated December 4, 2001 in the parent application Serial No. 09/171 ,802. 

The Office is requested to use the computer readable copy of the Sequence 
Listing submitted November 1 , 2001 , in the parent application Serial No. 09/171 ,802, for 
the present application. No new matter has been added. A separate Request to this 
effect is attached. 

Claims 18, 21 and 22 have been canceled, without prejudice. 

Claims 1-17, 19 and 20 are pending. 

The claims have been amended to reduce multiple dependencies. 

The Examiner is requested to consider the documents listed in the attached 
PTO-1449, copies of which should be available in the parent application Serial No. 
09/171 ,802. Return of an initialed copy of he attached PTO 1449 Form, pursuant to 
MPEP § 609 is requested. 
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Page 41 of the specification have been amended to correct an inadvertent 
typographical error in SEQ ID N0:2, as has been corrected in the parent application 
Serial No. 09/1 71 ,802, in the entered Amendment dated November 1 , 2001 . For 
completeness, the following is a repeat of the comments submitted in the Amendment 
of November 1 , 2001 in the parent application regarding the amendment to page 41 . 

The capital letters — CCCAG at the end of the third line has been deleted as the 
same were inserted in page 41 in error. The applicant submits that the existence of this 
sequence as an error would have been recognized by one of ordinary skill in the art, 
from a review of the present specification. That is, the sequence should read 
taaggaggaagg... in this portion of the sequence. The Examiner is requested to consider 
the following in this regard. 

i) Comparison of Seq ID 2 with Seq ID 3. Seq ID 2 contains the -80bp 
region, and the first intron of CD68, with some linking sequence between them 
generated from the primers. The ATG start codon can be found on page 44 (page 
3 of SEQ ID 3). The first exon is provided in capital letters, and the first intron 
follows it. This matches the sequence of lower case letters in SEQ ID 2 precisely, 
except for the insert which hence is submitted to be a recognizable and 
inadvertent error; 

ii) The insert falls within the PU1 site. The sequence of the PU1 site is 
aaggaggaaggag. This sequence is broken up by the insert. The PU1 site is stated 
in the specification (p 1 1 lines 7-11) both to be present within the sequence, and 
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to be important for its activity. Hence tlie removal of the PU1 site by the insert 
would have been understood by one of ordinary skill to have been an inadvertent 
error; 

ill) The insert is in capital letters, and matches the 5 letters at the 

beginning of the next exon (seen at the end of line 5 of Seq ID No. 2). The 

intronic sequence is in lower case letters, and it is clear that this insert has been 

transposed mistakenly from the end of the end of the sequence. 

An early and favorable action on the merits is requested. 

Respectfully submitted, 
NIXON & VANDERHYE P.C. 




M 1 1 00 North Glebe Road, 8th Floor 
D Arlington, VA 22201-4714 
rU Telephone: (703) 81 6-4000 
Facsimile: (703)816-4100 
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MARKED UP SPECIFICATION AND CLAIMS 

Page 19, line 19 through page 21, line 14, delete the paragraph spanning page 
19, line 19 through page 21, line 14, and insert the following therefor: 

- A 2940bp BstXI fragment was purified from an EcoRi - Spel fragment 
subcloned from cosCD68C1. The BstXI fragment was rendered blunt ended by 
incubation with T4 DMA polymerase and all four dNTPs and cloned into the EcoRV site 
of pBluescipt SK- (Stratagene) to give plasmid pCD68Bst3-2. The 3' BstXI site contains 
the CD68 ATG initiation codon which was removed by the 3' exonuclease activity of T4 
DNA polymerase. A Hind III - Xbal fragment containing 2940 bp of DNA upstream of the 
CD68 ATG codon was cloned into the reporter vector pCAT Basic (Promega, Genbank 
accession number X65322) to give the plasmid -2940 CD68pCAT. Plasmid -2940 
CD68pGAT was digested with Xhol, Bglll or SstI and overhanging ends filled in by 
treatment with the Klenow fragment of DNA polymerase or T4 DNA polymerase before 
ligation of phosphorylated Hindlll linkers. Following digestion with Hindlll and Xbal, 5' 
truncated CD68 promoter fragments were gel purified and subcloned into Hindlll and 
Xbal digested pCATBasic to give the plasmids - 2258CD68pCAT, -1576CD68pGAT and 
-951GD68pGAT. All other GD68 promoter deletions were prepared by PGR using 
plasmid -2940 GD68pGAT as a template and 5' oligonucleotide primers which added a 
Hindlll site and a common 3' PGR primer which spanned the Xbal cloning site of 
plasmid -2940 GDGBpGAT (listed in Table 1). Amplified fragments were digested with 
Hindlll and Xbal, gel purifed and subcloned into Hindill and Xbal digested pGATBasic to 
give the plasmids -333GD68pGAT, -232GD68pGAT, -150GD68pGAT and - 
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80CD68pCAT. The first intron of the CD68 gene was PGR amplified using primers 5' 
ccggaattcTGCTGGGGCTACTGGCAG (SEQ ID N0:5) and 5' 
tgatctagaGTGCGCTGGGCTTTTGGCAG (SEQ ID N0:6) which added EcoRI and Xbal 
sites (underlined). Following EcoRI and Xbal digestion the CD68 intron fragment was 
cloned into pCD68Bst3-2 digested with EcoRI and Xbal to give plasmid pCD68BstlVS 
and a 3022bp Hindlll- Xbal fragment was cloned into pCATBasic to give the plasmid - 
2940 IVSpCAT. The HIV minimal LTR construct HIV pCAT is from Lew et al. (1991) 
Moi. Cell. Biol. 1 1 ,182-191 . Construct HIV IVS pCAT was made by ligating the EcoRI to 
Xba I IVS I fragment of pCD68BstlVS into the unique Bglll site in the HIV tar sequence. 
All CD68 promoter reporter constructs were sequenced using Ml 3 reverse and CAT 
primers and shown to exactly match the CD68 promoter sequence shown in Figure A 
1 ,7 kb Hindlll-BamHI (blunt) fragment containing GD1 1 b sequences from -1 706 to +91 
was excised from the plasmid pB202 (Dzjemmis et al, 1995, Blood, 85, 319-329 and 
cloned between the Hindlll and Xbal (blunt) sites of pCATBasic to give the clone CD1 1 b 
pCAT. A 516bp Hind Ill-Xba I fragment containing c-fes sequences from -446 to +71 
was excised from the plasmid p446 (a kind gift of Celeste Simon, Heydemann et al., 
1996) and cloned between the Hind III and Xba I sites of pCATBasic to give the plasmid 
c-fes pCAT. Other myeloid gene promoters were cloned by PCR using the primers 
designed from published sequences listed in Table I with cloned DNA or human 
genomic DNA templates. A Sma-BamHI fragment containing the SV40 early splice and 
polyadenylation sequences from plasmid pMSG (Pharmacia) was ligated into Smal- 
BamHI digested plasmid pH2KBS which contains the 1.6kb H2K cDNA cloned into the 



Greaves 

Continuation of S riai No. 09/171,802 

EcoRV site of pBluescript (a kind gift of Dr D. Mokopliidis) to give the plasmid pH2KSV. 
A 2.5kb Hindlll-BamHI fragment of pH2KSV was rendered blunt ended by treatment with 
T4 DNA polymerase and ligated-into Smal digested CD68 promoter plasmid 
pCD68Bst3-2 to give plasinid pCD68-H2KSV and the same pH2KSV fragment was 
ligated into Hindi digested human lysozyme promoter plasmid pBH7.4 (Clarke et al, 
1996) to give hLZM-H2KSV. Plasmid .pkb-Hindlll contains a 7.4kb Hindlll genomic DNA 
fragment of the H2Kb gene (Weiss et al., 1992).- 
IN THE CLAIMS 

3. (Amended) A polynucleotide according to claim 1 [or 2] wherein the 
polynucleotide fragment has at least 90% identity to the polynucleotide of Seq ID No. 2. 

4. (Amended) A polynucleotide according to claim 1 , [2 or 3] comprising the 
polynucleotide of Seq ID No. 2. 

6. (Amended) An expression cassette comprising a polynucleotide according to 
[any one of the preceding claims] claim 1 and a polynucleotide operatively linked thereto 
encoding a heterologous polypeptide. 

13. (Amended) A mammalian host cell selected from macrophages, monocytes 
and dendritic cells and their precursors, transforme.d with a vector as defined according 
to [any one of claims 1 0 to 1 2] claim 10 . 

15. (Amended) A method of producing a polypeptide, which method comprises 
culturing a mammalian host cell according to claim 13[ or claim 14]. 
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16. (Amended) A method of modifying mammalian stem cells and progenitor 
ceils comprising transforming mammalian stem cells with a vector according to [any one 
of claims 1 0 to 1 2] claim 10 . 

20. (Amended) An isolated polypeptide which is expressed under the control of a 
transcriptional regulatory sequence comprising a nucleotide sequence as claimed in 
[any one of claims 1 -5] claim 1 . 
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Seq 10 No 2 



TTCCAAGAGAGGGCTGAGGGAGCAGGGTTGAGCAACTGG 



TGCAGACAGCCTAGCTGGACTTTGGGTGAGGCGGTTCAGCC AGGAATrc 



TGCTGGGGrTAgTGGCAGgt: aaggag 



gaaggaggctgaggggagggggcccctgggagggagcctgccctggg 



ttgctaaccatctcccctccgccaaaagCCCAG 



